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AMENDMENTS TO THE CLAIMS/LISTING OF CLAIMS 

Please amend claims 21-23, 27-30, 49, S2-56, 60, 63-65, 67-71, 73 and 74 as follows. 
This listing of claims will replace all prior versions, and listings, of claims in the application: 

1 - 20. (Cancelled) 

21. (Currently amended) A method for determining the presence, amount, or activity 
of one or more active target proteins in a complex protein mixture, the method consisting 
essentially of: 

(a) contacting said complex protein mixture with a single activity based probe that 
specifically binds predominantly to a single target site on one or more active target proteins; 

(b) optionally binding said target protein(s) to a solid support removing from said 
complex protein mixture one or more components of said comple x protein mixture not 
bound to said probe; 

(c) proteolyzing said active target protein(s) to produce a product mixture; 

(ft optionally binding said proteoWzed targ et protein^ to a solid support; 

{^separating said product mixture into two or more components, one or more of which 
consist essentially of peptides bound to said probe; and thereafter 

([[*]] f) generating a signal from said peptides bound to said probe, wherein said signal is 
correlated to the presence, amount, or activity of said one or more active target proteins in said 
complex protein mixture. 

22. (Currently amended) A method according to claim 21 , wherein said separatin g 
step (d) solid support consists essentially of s equestering one o r more peptides bound to said 
probe using a receptor that specifically binds to said probe. 

23. (Currently amended) A method according to claim 22, wherein said probe 
consists essentially of a functional group, a detectable label, an optional affinity group, and an 
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optional linking group, and said receptor is avidin. gtreptavidin, or an antibody or fragment 
thereof that binds to said detectable label. 

24. (Previously presented) A method according to claim 23, wherein said detectable 
label consists essentially of a fluorescent moiety, and said signal is a fluorescent signal generated 
from said probe. 

25. (Original) A method according to claim 21, wherein said signal is a mass 



26. (Previously presented) A method according to claim 21 , wherein, prior to said 
proteolyzing step (c), one or more components of said complex protein mixture not bound to said 
probe are removed from said complex protein mixture. 

27. (Currently amended) A method according to claim 21, wherein said probe 
consists essentially of a functional group, a detectable label, an optional affinity group, and an 
optional linking group, and said detectable label is selected from the group consisting of a 
fluorescent moiety and an isotopic label piotin. 

28. (Currently amended) Amethod according to claim 21, wherein said separating 
step ([[dJJ e) is selected from the group consisting of affinity separation, gel electrophoresis, 
capillary electrophoresis, liquid chromatography, HPLC, electrospray ionization mass 
spectrometry, MALDI mass spectrometry and combinations thereof. 

29. (Currently amended) A method according to claim [121]) 26, wherein prio^te 
sold proteolyging step (o),-said one or more active target proteins bound to said probe are bound 
to a solid cnppnrt, thereby facilitati ng said removing step (b\ 



spectrum. 
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30. (Currently amended) A method according to claim 31, wherein o ttid meth od 

farther comV n&a»y determining the presence, amount, or activity of one or. 

more active target proteins in a complex protein mixture, the method consisting oil 

<al contactine said complex protein mixtu re with a stnele activity based probe that 
gpprifjgall v hinds predominantly to a single target site o n one or more active target 
proteins; 

Art optionally adding one or more standard proteins to said complex protein mixture 
prior to [[said]] proteolysis step ([[c]] d V. wherein s a id standard proteinfs) are optionally 
labeled with an activity based probe prior to addition to said comp lex protein mixture; 

(ci optionally removing from said complex protein mixture one or more components 
of said complex protein mixture not bou nd to said probe; 

fdi proteolvzing said active target protein^ to produc e a product mixture; 

(ei optionally binding said proteolvzed targ et proteinfs^ to a solid support; 

(f) separating said product mifrura in to two or mo re components, one or more of 
which consist essentially of peptides b ound to said probe: and thereafter 

(g) generating a signal from said peptides bound t o said probe- wherein said signal 
is correlated to the presence, amount, or activity of said one nr more active target proteins 
in said complex protein m hrtnre. 

3 1 . (Original) A method according to claim 30, wherein said standard protein(s) are 
labeled with an activity based probe prior to addition to said complex protein mixture. 

32. (Previously presented) A method according to claim 3 1 , wherein said standard 
protein(s) are labeled with an activity based probe consisting essentially of a functional group, a 
detectable label, an optional affinity group, and an optional linking group, wherein said 
detectable label is distinguishable from said activity based probe contacted with complex protein 
mixture. 
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33-47. (Cancelled) 

48. (Previously presented) A method according to claim 21, wherein said complex 
protein mixture is a proteome. 

49, (Currently amended) A method for determining the presence, amount, or activity 
of one or more active target proteins in a complex protein mixture, the method consisting of 
compri s ing: 

(a) contacting said complex protein mixture with a single activity based probe that 
specifically binds predominantly to a single target site on one or more active target proteins, 
wherein said probe comprises a fluorescent moiety, 

(b) optionally removing from said complex p™*"<" miYture one or more components 
of said complex protein mixture not bound to said probe; 

(c} proteolyzing said active target protein(s) to produce a product mixture; 

f rt ) ontionallv binding said proteolvzed target arotelnfel to a solid support consisting 
essentially of an antibody or fragment thereof tha t binds to said fluorescent moiety: 

f) separating said product mixture into two or more components, one or more of 
which comprise consist essentially of peptides bound to said prob o, said probe using - a 
receptor that specifically binds to soid probe, wherein said rceoptor is on antibody or 
fragment thereof that binds to said fluorescent moiety ; and thereafter 

([[<*]] £) generating a signal from said peptides bound to said probe, wherein said signal is 
correlated to the presence, amount, or activity of said one or more active target proteins in said 
complex protein mixture. 

50. (Previously presented) A method according to claim 49, wherein said signal is a 
fluorescent signal generated from said probe. 

5 1 . (Previously presented) A method according to claim 49, wherein said signal is a 
mass spectrum. 
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52. (Currently amended) A method according to claim 49, wherein, prior to said 
proteolyzing step ([[bl] c), one or more components of said complex protein mixture not bound 
to said probe are removed from said complex protein mixture. 

53. (Currently amended) A method according to claim 49, wherein said probe 
comprijcs-a consists essentially of a functional group, a detectab le labeL an optional 
affinity group, and an optional linking group, and said detectable label & selected from the 
group consisting of-tfee a fluorescent moiety and an i s otopic label biotin. 

54. (Currently amended) A method according to claim 49, wherein said separating 
step ([[ell e) comprises one or more separation methods selected from the group consisting of 
affinity separation, gel electrophoresis, capillary electrophoresis, liquid chromatography, HPLC, 
electrospray ionization mass spectrometry and MALDI mass spectrometry. 

55. (Currently amended) A method according to claim 49, wherein prior to said 
proteolyzing step (([b]] c), said one or more active target proteins bound to said probe are bound 
to a solid support. 

56. (Currently amended) A method according to claim 49» wherein said method 
further compriin f ™ .Wrrmnii m the presence, amount, or activity of one or more active 
target proteins in a complex protein mixture, t he method consisting of: 

fa) contacting said complex protein m ivrnre with a single activity based probe that 
specifically binds predominantly to a single tar get site on one or more active target 
proteins, wherein said probe compr ises a fluorescent moietv; 

(ti) adding one or more standard proteins to said complex protein mixture prior to [[said]] 
proteolysis step ([[b]] d ) a wherein said standard p rotein^ are optionally labeled with an 
activity based nrohe prior to addition to said complex protei n mixture; 

f c ) optionally removing from said complex prot ein mixture one or more components 
of said complex protein mivture not bound to said probe; 
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f rt ) nroteolvzing said active target proteinfs) to prodnce n product mixture; 

fe) optionally binding said proteolvzed target protein^ to a solid support consisting, 
essentially of an antibody or fragment thereof that binds i n said fluorescent moietv: 

ffl separating said product mi-rtnrp into two or more components, one or more of 
which consist essentially of peptides bound to said probe: and thereafter 

(A) generating a signal from said peptides hound to sai d probe, wherein said signal 
is correlated to the presence, amount, or activity of sai d one or more active target proteins 
in said complex protein mixture . 

57. (Previously presented) A melhod according to claim 56, wherein said standard 
protein(s) are labeled with an activity based probe prior to addition to said complex protein 
mixture. 

58. (Previously presented) A method according to claim 57, wherein said standard 
protein(s) are labeled with an activity based probe comprising the fluorescent moiety that is 
distinguishable fiom said activity based probe contacted with complex protein mixture. 

59. (Previously presented) A method according to claim 49, wherein said complex 
protein mixture is a proteome. 

60. (Withdrawn; currently amended) A method for comparing the presence, amount 
or activity of one or more active target proteins in each of two or more discrete proteomes, the 
method consisting of comprising : 

(a) contacting each of said discrete proteomes with a single activity based probe that 
binds predominantly to a single target site on one or more active target proteins, wherein the 
same activity based probe is used for each discrete proteome; 

(Ki optionally removing from each of said discre te proteomes one or more 
components of said discrete proteome not bound to said probe; 

£1 proteolyzing said discrete proteomes to produce a product mixture; 
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fd) optionally binding said pro tenlvzed target proteinto to a solid support; 

GM] «) separating each of said product mixtures into two or more components, one or 

more of which comprise peptides bound to said probe; and thereafter 

([(dJl f) comparing the presence, amount or activity of the active target proteins in each of 

the discrete proteomes by generating a signal from said one or more components comprising 

peptides bound to said probe. 

61 . (Withdrawn) The method according to claim 60 wherein said activity based probe 
binds specifically to a single target site on one or more active target proteins. 

62. (Withdrawn) The method according to claim 60 wherein said activity based probe 
covalemly binds to a single target site on one or more active target proteins. 

63 (Withdrawn; currently amended) A method according to claim 60, wherein said 
s ep a r ating st ep (c) compiim r rpq™« i ti-rhig n «c or more peptides bound to said probe using 
solid support consists essentially of a receptor that specifically binds to said probe. 

64. (Withdrawn; currently amended) A method according to claim 63, wherein said 
probe comprises consists of a fluorescent moiety, and said receptor is an antibody or fragment 
thereof that binds to said fluorescent moiety. 

65. (Withdrawn; currently amended) A method according to claim 60, wherein said 
probe comprises consists of a fluorescent moiety, and said signal is a fluorescent signal 
generated from said probe. 

66. (Withdrawn) A method according to claim 60, wherein said signal is a mass 
spectrum. 
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67. (Withdrawn; currently amended) A method according to claim 60, wherein, prior 
to said proteolyzing step ([[b]J c), one or more components of said complex protein mixture not 
bound to said probe are removed from said complex protein mixture. 

68. (Withdrawn; currently amended) A method according to claim 60, wherein said 
probe comprise s consists essentially of a label selected from the group consisting of a 
fluorescent moiety and a biotin moiety. 

69. (Withdrawn; currently amended) A method according to claim 60, wherein said 
separating step fl[c]] g) comprises one or more separation methods selected from the group 
consisting of affinity separation, gel electrophoresis, capillary electrophoresis, liquid 
chromatography, HPLC, electrospray ionization mass spectrometry, MALDI mass spectrometry 
and combinations thereof. 

70. (Withdrawn; currently amended) A method according to claim 60, wherein prior 
to said proteolyzing step (ltb]J c), said one or more active target proteins bound to said probe are 
bound to a solid support. 

7 1 . (Withdrawn; currently amended) A method according to cloim 60^ whereto said 
method fu r* 1 ""- '"""p* 8 *™ for comparing the pres ence, amount or activity of one or more 
active target proteins In each of two or more discrete proteomes. the method consisting Oft 

(Vt contacting each of said discrete proteom es with a single activity based probe that 
binds predominantly to a single target site on on e or more active target proteins, wherein 
the same activity based probe is used for each discrete proteome; 

(b) adding one or more standard proteins to said complex proteome mixture prior to 
[[saidl] proteolysis step ([[bl] d >. wherein said standard protein(s) are optionally labeled 
with an activity based probe prior to addition to sa id complex protein mixtnre; 

{o\ nntionallv removing from said complex protein mi xture one or more components 
of said complex protein mixture not bound to said probe; 
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ftfl proteolyzing said discrete proteomes to produce a produc t mixture; 

(e) optionally binding said target protein ($) to a solid support: 

(f) separating each of said product mixtures into two or more components, one or 
more of which comprise peptides bound to said probe; and thereafter 

fg> comparing the presence, amonnt or activity of the active target proteins in each 
of the discrete proteomes bv generating a signal from said one or more components 
comprising peptides bound to said probe . 

72. (Withdrawn) A method according to claim 7 1 , wherein said standard protein(s) 
are labeled with an activity based probe prior to addition to said complex protein mixture. 

73. (Withdrawn; currently amended) A method according to claim 72, wherein said 
activity based probe labeling said standard proteins comprises consists of a fluorescent moiety 
that is distinguishable from said activity based.probe contacted with complex protein mixture. 

74. (Currently amended) A method for detecting the presence, amount or activity of 
one or more active target proteins in a single complex protein mixture, the method consisting of 
compri s ing : 

(a) contacting said complex protein mixture with an activity based probe that specifically 
binds predominantly to a single target site on one or more active target protein; 

(V) optionally removing from said complex p rotein mhrture one or more components 
of said comnlex protein mixture not bound to said probe; 

(c) proteolyzing said active target proteins to produce a product mixture; 

( d\ optionally binding said target protein^ to a solid support: 

([[c]] e) separating said product mixture into two or more components, one or more of 
which comprise peptides bound to said probe; and thereafter 



DLMR_284369.4 



PAGE 15/30 * RCVDAT 7/14/2006 8:08:57 PM [Eastern Daylight Time] * SVR:USPTO-EFXRF-6/40 ' DNIS:2738300 * CSID: * DURATION (mm-ss):11-36 



JUL. 14. 2006 ' 5:09PM FOLEY 8587926773 



NO. 5110 P. 16 



In re Application of Patricelli PATENT 
Application No. : 10/087,602 Atty. Dkt No. 063391-0302 

Page 11 of 24 

(1(d)) 3D generating a signal from said peptides bound to said probe, wherein the signal is 
correlated to the presence, amount, or activity of said one or more active target proteins in said 
complex protein mixture. 
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